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Abstract: This study aimed to evaluate the therapeutic efficacy of the cisplatin encapsulated into
polybutylcyanoacrylate (PBCA) nanoparticles for the treatment of kidney cancer. The nanoformulation
was successfully developed using the miniemulsion polymerization method and characterized in terms
of size, size distribution, drug loading and encapsulation efficiencies, drug release behavior, in vitro
cytotoxicity effects, in vivo toxicity, and therapeutic effects. Cisplatin-loaded PBCA nanoparticles
were confirmed to be in nanoscale with the drug entrapment efficiency of 23% and controlled drug
release profile, in which only 9% of the loaded drug was released after 48 h. The nanoparticles
caused an increase in the cytotoxicity effects of cisplatin against renal cell adenocarcinoma cells
(ACHN) (2.3-fold) and considerably decreased blood urea nitrogen and creatinine concentrations
when compared to the standard cisplatin (1.6-fold and 1.5-fold, respectively). The nanoformulation
also caused an increase in the therapeutic effects of cisplatin by 1.8-fold, in which a reduction in the
mean tumor size was seen (3.5 mm vs. 6.5 mm) when compared to the standard cisplatin receiver
rats. Overall, cisplatin-loaded PBCA nanoparticles can be considered as a promising drug candidate
for the treatment of kidney cancer due to its potency to reduce the side effects of cisplatin and its
toxicity and therapeutic effects on cancer-bearing Wistar rats.
Keywords: cisplatin; cytotoxicity; drug delivery; kidney cancer; PBCA nanoparticles
1. Introduction
Renal cell carcinoma (RCC; also known as renal adenocarcinoma), with increasing incidence,
causes 90% of renal malignancies [1] and is responsible to 2.2% of all malignancies [2]. RCC is a highly
metastasis malignancy [3] that 25–30% of RCC patients are diagnosed with metastasis [1]. Furthermore,
it is one of the most lethal cancers with a five-year survival rate of 15–25% [4]. One study showed
that nearly 270,000 new cases are diagnosed with RCC, which causes approximately 116,000 deaths
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worldwide [5]. Currently, chemotherapy is considered as a main approach for the treatment of kidney
cancer [6], and cisplatin is one the chemotherapeutic agent used for the treatment of RCC [3].
Cisplatin plays a vital role in cancer treatment and has been widely used to treat various types
of cancers, including ovarian, cervical, head and neck, and non-small-cell lung cancer for years [7].
It forms a cisplatin-DNA adduct, which causes cell death through the cell apoptotic process [8].
However, cisplatin has several severe side effects, including gastrotoxicity, ototoxicity, allergic reactions,
and myelosuppression that limit its clinical use [9]. Today, nanoparticles are considered as a promising
approach for improving the pharmacokinetics of various types of drugs [10,11].
Nanoparticles have been widely investigated as drug delivery systems to increase the therapeutic
efficacy of drugs [12–16] and reduce their side effects [17,18]. Nanoparticles have a high surface area to
volume ratio; therefore, they could encapsulate drugs in high concentrations and increase drug delivery
to cancerous cells [19]. They are also considered as excellent drug delivery systems, due to isolating
the chemotherapeutic compounds from the systemic environment and targeted accumulation of the
compounds in solid tumors with leaky vasculature and impaired lymphatics, resulting in improved
cellular uptake [20]. In addition, nanoparticles are able to increase the water solubility of small insoluble
molecules, leading to improving their solubility and bioavailability [21]. Polybutylcyanoacrylate
(PBCA) nanoparticles are polymeric carriers and have been broadly used for drug delivery purposes.
They are biodegradable particles and potent to alter the biological distribution of therapeutic agents
in the human body. Apart from this, PBCA nanoparticles take advantage of easy preparation and
purification processes and being able to overcome multidrug resistance [22,23]. These features make
these particles as a suitable candidate for drug delivery. The present study aimed to use this carrier for
cisplatin delivery to RCC. For this purpose, the potency of PBCA as the cisplatin carrier was evaluated
in vitro and in vivo environments for the treatment of kidney cancer. In this regard, the in vitro
release behavior, cytotoxicity, in vivo toxicity, and therapeutic effects of the formulation were studied
using the dialysis membrane method, 3-[4,5-dimethylthiazole-2-yl]-2,5-diphenyltetrazolium bromide
(MTT) assay, and histopathological studies. Further analyses, including blood urea nitrogen (BUN)
and creatinine concentrations, and their tumor size were also investigated to evaluate the toxicity of
the nanoformulation.
2. Results and Discussion
2.1. Characterization of Nanoparticles
Cisplatin-loaded PBCA nanoparticles were synthesized using miniemulsion polymerization
method. In this method, dextran 70 kDa was used as a stabilizer to prevent macroaggregation of the
nanoparticles [24]. Among various kinds of polyalkylcyanoacrylate nanoparticles, such as polymethyl,
polyethyl, polypropyl, and polybutyl, PBCA has been commonly used for drug delivery, owning to
its ability to interact with the different types of drugs [25]. Also, in cancer therapy, various studies
have shown that PBCA nanoparticles are excellent carrier colloids for chemotherapeutic agents as they
enhance the therapeutic effects of chemotherapeutics and reduce their side effects [9,26–29]. In the
current study, honey and olive oil were used for stabilizing the nanoparticles. Researchers, in various
studies, have also used these compounds to stabilize nanoparticles [30–33]. Moreover, honey and olive
oil were used because of their surfactant activity and anticancer properties [23]. Surfactants inhibit
nanoparticles’ aggregation through creating a physical barrier (a shell surrounding the particles)
outside the particles [34,35]. In this study, the polymerization of BCA monomer was confirmed by the
color change of the reaction medium from colorless to milky [22]. To confirm the monodispersity of
the nanoparticles, dynamic light scattering (DLS) method was used, and the results showed that the
nanoparticles were monodispersed (Figure 1).
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Figure 1. Intensity profile of (A) blank polybutylcyanoacrylate (PBCA) nanoparticles and (B) 
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cellular uptake and cellular transfection efficiency, resulting in a higher intracellular concentration of 
the loaded chemotherapeutics [36]. Particles with the size below 300 nm can efficiently enter target 
cells to exert the pharmaceutical function [37]. The size of cisplatin-loaded PBCA nanoparticles 
prepared in the present study was 274 ± 6.7 nm; thus, they can effectively enter the target cells. The 
zeta potential of the blank and cisplatin-loaded nanoparticles was found to be −7 ± 0.30 mV and −9 ± 
0.42 mV, respectively. The colloidal stability of positive or negative charged nanoparticles is generally 
preserved in aqueous solutions with low ionic strength, due to the repulsive forces [38]. However, 
cisplatin-loaded PBCA nanoparticles showed more positive zeta potential compared to the PBCA 
nanoparticles. This is due to cisplatin has a positive charge [39], and it was loaded into the 
nanoparticles. Drug loading efficiency is a critical factor in polymeric carriers, for instance, low drug 
loading is responsible for both poor therapeutic efficacy and drug release profiles [40], resulting in 
the insufficient efficiency of drug delivery systems [41]. Therefore, improving drug loading efficiency 
is critical to achieving sufficient therapeutic activity [42]. This study showed that despite the low 
water solubility of cisplatin [43], drug loading efficiency of 23% was achieved. This confirmed that 
the miniemulsion polymerization method was efficient enough to prepare the nanoparticles. The 
shape and morphology of nanoparticles also play a critical role in the potency of nanoparticles as a 
drug delivery system, affecting the pharmacokinetics of the particles in the body [44]. In the current 
study, the morphology of the nanoparticles was precisely studied using scanning electron 
microscopy (SEM) and transmission electron microscopy (TEM) (Figure 2). The SEM results showed 
that spherical monodisperse nanoparticles with the smooth surface and without surface fractures or 
pitting were formed (Figure 2A). The results of TEM confirmed the formation of spherical 
monodispersed cisplatin-loaded PBCA nanoparticles as solid nanoparticles (Figure 2B). 
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The colloidal stabilit of positive or negative charged nanoparticles is generally preserved in aqueous
solutions with low ionic strength, due to the repulsive forces [38]. However, cisplatin-loaded PBCA
nanoparticles showed more positive zeta potential compared to the PBCA nanoparticles. This is due to
cisplatin has a positive charge [39], and it was loaded into t e nanoparticles. Drug loading efficiency
is a critical factor in polymeric carriers, for instance, low drug loading is resp nsible for b th poor
therapeutic efficacy and drug release profiles [40], resulting i the insufficient efficiency of drug delivery
systems [41]. Therefore, improving drug loading efficiency is critical to achieving sufficient therapeutic
activity [42]. T is study showed t at despite the low water solubilit of cisplatin [43], drug loading
efficiency of 23% was achieved. This confirmed that the miniemulsion polymerization metho w s
efficient eno gh to repare the na oparticles. The shape and morphology of nanoparticles also play a
critical role in the potency of anoparticles as a drug delivery system, affecti g the pharmacokinetics
of the particles in the body [44]. In the curre t study, the morphology of the nanoparticles was
precisely studied usin scanning electron microscopy (SEM) and transmissio electron microscopy
(TEM) (Figure 2). The SEM results showed that spherical monodisperse nanoparticles with the smooth
surface and with ut surface fractures or pitting were formed (Figure 2A). The res lts of TEM confirmed
the formation of spherical monodispersed cisplatin-loaded PBCA nanoparticles as solid nano articles
(Figure 2B).
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Table 1. Size, size distribution, and zeta potential of blank and cisplatin-loaded PBCA nanoparticles
and encapsulation and loading efficiencies of cisplatin-loaded PBCA nanoparticles.







PBCA nanoparticles 251 ± 12.3 0.058 ± 0.002 −9 ± 0.42 - -
Cisplatin-loaded
PBCA nanoparticles 274 ± 6.7 0.046 ± 0.002 −7 ± 0.30 23 4.5
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2.2. Drug Release Study 
Drug delivery systems with a controlled release rate have substantial advantages compared to 
the conventional dosage forms. These systems (i) considerably decrease the dosing frequency and 
improve patient compliance, (ii) minimize the in vivo fluctuation of drug concentrations and 
maintain the drug concentrations within the desired range, (iii) can be used for localized drug 
Figure 2. (A) scanni g electron microscopy SEM and (B) transmission electron microscopy TEM images
of cisplatin-loaded PBCA nanoparticles repared using miniemulsion polymerization method (×15,000).
To evaluate the chemical structure of cisplatin and determine if it preserves its chemical structure,
cisplatin-loaded PBCA nanoparticles were investigated usi g the Fourier-transform infrared (FTIR)
spectrum. Changes in chemical structures of therapeutic compounds can change their biological
activity [45]. In other words, chemical structure determines the biological properties of substances [46].
According to the results of the FTIR spectrum (Figure 3), the symmetric amine bending mode at
1290 cm−1 and the characteristic amine stretching mode at 3280 and 3200 cm−1 frequency regions
appeared. According to these findings, which correspond to the FTIR spectrum of cisplatin [26,47],
cisplatin remained intact in PBCA nanoparticles, i.e., cisplatin was loaded into the nanoparticles
physically without forming any chemical bonds.
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2.2. Drug Release Study
Drug delivery systems with a controlled release rate have substantial advantages compared to the
conventional dosage forms. These systems (i) considerably decrease the dosing frequency and improve
patient compliance, (ii) minimize the in vivo fluctuation of drug concentrations and maintain the drug
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concentrations within the desired range, (iii) can be used for localized drug delivery, and (iv) decrease
the drug side effects [48]. In the current study, 76% of the cisplatin was released from the cisplatin
solution during the first one hour, while the cumulative drug release from the nanoparticles was slow.
A burst drug release occurred from cisplatin-loaded PBCA nanoparticles in the first hour of the study,
in which 28% of the cisplatin was released from the nanoformulation (Figure 4). The burst drug release
from nanoparticles was also reported by other researchers [49,50], and could result from the release
of the adsorbed drug onto the nanoparticles or weakly bound between the drug and the surface of
nanoparticles [51]. Tian et al. [49] used PBCA nanoparticles as a drug carrier to deliver temozolomide
into the brain, and they observed a 30% drug release in the first hour. This was also reported by
Zhang et al. [50] that 33% of the loaded insulin was released from PBCA nanoparticles in the first one
hour. In the present study, a slow-controlled drug release from the nanoparticles was observed, in
which only 9% of the loaded drug was released after 48 h.
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2.3. In Vitro Cytotoxicity Effects
Nanoparticles play an important role in the treatment of cancers as they can (i) increase drug
concentration in cancerous cells, due to a prolonged circulation which helps nanoparticles to meet
their targets, and (ii) prevent drug toxicity in normal cells, due to targeting capacity in an in vivo
environment [52,53]. Various studies showed that drug encapsulation into nanocarriers increased their
cytotoxicity effects on the cancerous cells [13,15,16]. In the present study, the non-toxic concentration of
PBCA nanoparticles was determined to be 25 and 38 µg/mL for ACHN and BHK-21 cells, respectively,
and these concentrations were used for the cytotoxicity study. The results of this study showed that
cisplatin-loaded PBCA nanoparticles significantly increased the cytotoxicity of cisplatin (p < 0.05)
against both cell lines. This finding was more prominent in the 24-h evaluation, where the cytotoxicity
of the nanoformulation was increased by 2.3-fold and 2.4-fold compared to that of the standard cisplatin
toward ACHN and BHK-21 cells, respectively (Figure 5, Figure 6A, and Figure 7). Also, the cytotoxicity
of cisplatin-loaded PBCA nanoparticles did not significantly change in three different incubation times,
in which the cytotoxicity (IC50) of the nanoformulation against ACHN cells was 19.2, 17, and 15 µM
for 24, 48, and 72 h incubation time, respectively, and the IC50 of the nanoformulation against BHK-21
cells was 27, 24.65, and 21 µM, for 24, 48, and 72 h incubation time, respectively. This indicated that
cisplatin was released from the nanoparticles in a slow-controlled release manner [54,55] as only 9% of
the loaded drug was released from the nanoparticles after 48 h incubation. The enhanced cytotoxicity
of cisplatin-loaded PBCA nanoparticles compared to free cisplatin resulted from slow-controlled drug
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release from the particles [11]. It is also due to the particles enter the cells more efficiently [56]. Also, as the
results showed, the non-tumoral kidney cells (BHK-21) were less sensitive compared to the tumoral ones
(human renal adenocarcinoma—ACHN) toward cisplatin and cisplatin-loaded PBCA nanoparticles,
confirming that the cytotoxicity effects of cisplatin and cisplatin-loaded PBCA nanoparticles were
selective against tumoral cells rather than non-tumoral ones. In addition, the cytotoxicity effects of
cisplatin in combination with blank PBCA nanoparticles, as a control, against both ACHN and BHK-21
cells were evaluated, and the results demonstrated that its cytotoxicity was increased compared to
the free drug against both cell lines (Figures 6B and 8). This finding might result from the cisplatin
adsorption onto the nanoparticles and increase in the cisplatin transport across the cell membrane.
Also, the cytotoxicity of the control was significantly lower compared to that of cisplatin-loaded PBCA
nanoparticles against both cell lines (p < 0.05).
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2.4. In Vitro Stability
A versatile drug delivery carrier should demonstrate carrier and encapsulation stability,
which restrain premature drug release prior to approaching the target site [57], and for this reason,
stability is considered as a key factor for the development of formulations. PBCA nanoparticles
have been known as stable carriers due to the rigidity of their matrix/shell [58]. In the present study,
the results showed that the cytotoxicity effect of cisplatin-loaded PBCA nanoparticles, two months
after the synthesis, was approximately similar to the results obtained in the first day of the synthesis
(Figure 9), indicating the sufficient stability of the nanoformulation and, consequently, its ability to
maintain the anticancer effects of cisplatin.
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2.5. In Vivo Toxicity and Therapeutic Effects
In the present study, renal cancer was successfully developed using FeNTA solution as it results
in a high incidence of kidney cancer in mice [59]. The results of histopathological studies showed
that 72% of rats received FeNTA developed kidney cancer. From this value, 75% showed bilateral
kidney tumors, while in the remaining animals, unilateral tumors were observed. Also, it was found
FeNTA was toxic; however, it caused animals death at the high doses (9 mg Fe/kg), in which eight
rats (14% of the total number) died. The results also showed that FeNTA significantly increased BUN
and creatinine by 13-fold and 14-fold, respectively, compared to the healthy control group (Table 2),
indicating renal failure. These results confirmed the toxicity effects of FeNTA.
Table 2. Blood concentration of blood urea nitrogen (BUN) and creatinine (mg/dL) in various groups
of animals, treated with different formulations (PBS, standard cisplatin, and cisplatin-loaded PBCA
nanoformulation) compared to the healthy control group.
Blood Factors
Animal Groups Healthy PBS Cisplatin Cisplatin-Loaded PBCA
BUN (mg/dL) 16 ± 0.8 208 ± 12 172 ± 8.8 110 ± 7
Creatinine (mg/dL) 0.9 ± 0.04 12.6 ± 0.6 9 ± 0.4 6 ± 0.3
In this study, the treatment was initiated two weeks after the last FeNTA injection. The results of
toxicity evaluation showed that cisplatin-loaded PBCA nanoparticles were more potent in decreasing
the blood concentration of BUN and creatinine, compared to the standard drug by 1.6-fold and
1.5-fold, respectively, and to the PBS group by 1.9-fold and 2.1-fold, respectively (Table 2). In addition,
cisplatin-loaded PBCA nanoparticles caused a significant reduction in the tumor size by 1.8-fold
compared to that of the standard cisplatin receiver group, and by 2.6-fold compared to the PBS receiver
group (the mean tumor size was 2.5, 3.5, and 6.5 mm in cisplatin-loaded PBCA nanoparticles, standard
cisplatin, and PBS receiver groups, respectively). The results of histopathological studies also showed
that cisplatin-loaded PBCA nanoparticles significantly decreased the kidney toxicity of cisplatin, in
which lower acute tubular necrosis (ATN) was observed in cisplatin-loaded PBCA receiver group
compared to the free cisplatin receiver group (Figure 10).
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3. Materials and Methods
3.1. Materials
BCA monomer and dextran 70 kDa were purchased from Evobond®Tong Shen Enterprise Co.,
Ltd. (Kaohsiung, Taiwan) and Zhejiang Chemicals Import and Export Corporation (Hangzhou,
China), respectively. Hydrogen chloride, MTT, sodium dodecyl sulfate (SDS), phosphate buffer
saline (PBS), sodium hydroxide, hematoxylin and eosin (H&E), hexachloroplatinic acid (H2PtCl6),
dialysis bag (cut-off of 10 KDa), ferric nitrate, nitrilotriacetic disodium salt, sodium bicarbonate,
N-diethylnitrosamine (DEN), and cisplatin were purchased from Sigma-Aldrich (St. Louis, MO, USA).
Roswell Park Memorial Institute (RPMI)-1640 medium, penicillin/streptomycin antibiotics, and fetal
bovine serum (FBS) were purchased from Gibco (Carlsbad, CA, USA). Male Wistar rats (two weeks old,
70–80 g) and human renal adenocarcinoma (ACHN) and non-tumor hamster kidney cells (BHK-21)
were prepared from Pasteur Institute of Iran, Tehran. Polyethylene glycol 400 (PEG400) was obtained
from Kimiagaran Emrooz Chemical Ind. (Tehran, Iran). All other materials were of analytical grade.
Deionized water was used throughout the study. Honey was characterized in terms of pH and moisture
content [60] using pH meter and refractometer, respectively. Also, olive oil was characterized according
to the previous study [61], in terms of acidity (defined as the required KOH (mg) to neutralize the free
fatty acids in 1.0 g of oil), peroxide (as the mEq of O2 in the form of peroxide per kg of oil), and iodine
(which determines the quantity of unsaturated fatty acids in oil in centigrams (cg) of I2 absorbed per
gram of sample) rates. Each analysis was performed three times.
3.2. Preparation of Cisplatin-Loaded PBCA Nanoparticles
PBCA nanoparticles were prepared using miniemulsion polymerization technique [26]. For this
purpose, 250 µL of BCA monomer was added dropwise into a mixture of HCl (125 µL, 0.01 N), olive
oil (62.5 µL, peroxide value 3.7 mEq O2 kg−1 of oil, acidity value 2.8% oleic acid, and iodine value
86.4 cg I2 g−1; Faraz Rahbar Saba Co. Tehran, Iran), honey (125 mg, pH: 4.1, moisture content of 25%;
Honey Company Naseri, Shiraz, Iran), and PEG400 (125 µL). Next, 187 mg of dextran and 75 mg of
cisplatin were added to the resultant and mixed. Then, 25 mL of deionized water was added to the
reaction medium, and the mixture was stirred (300 RPM, 10 min, room temperature) to obtain the
pre-emulsion suspension. The pre-emulsion suspension was sonicated (Bandelin Sonopuls HD 2070,
Berlin, Germany) for 6 × 60 s pulses and 30 s cooling intervals between the pulses. The sonicated
pre-emulsion suspension was stirred (150 RPM, 3.5 h) and then neutralized using 0.1 N NaOH to
ensure the total consumption of BCA monomers. The blank nanoparticles were also synthesized with
the above-mentioned method except that cisplatin was not added to the medium.
3.3. Characterization of Nanoparticles
Cisplatin-loaded PBCA nanoparticles were characterized in terms of size, size distribution, zeta
potential, drug loading and encapsulation efficiencies, morphology, and chemical structure.
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3.3.1. Size, Size Distribution, and Zeta Potential
Here, 50 µL of the nanoparticle suspension (with and without cisplatin) was diluted to 1 mL in
deionized water, and its absorbance was read at 620 nm using Malvern Zetasizer Nano ZS (ZEN 3600)
(Malvern Instruments Ltd., Malvern, Worcestershire, UK).
3.3.2. Drug Loading and Encapsulation Efficiencies
Drug encapsulation and loading efficiencies were measured using atomic absorption spectrometry
(AAS) method, and H2PtCl6 was considered as the standard. For this purpose, the suspension of
cisplatin-loaded PBCA nanoparticles was centrifuged (20,000 RPM, 4 ◦C, 30 min), and the supernatant
was obtained. The cisplatin concentration in the supernatant was then measured using ContrAA 700
(Analytik Jena, Jena, Germany) high-resolution continuum source atomic absorption spectrometer.
The drug encapsulation and loading efficiencies were measured using Equation (1) and Equation (2).
Encapsulation effeciency (%) = Initial drug concentration (mg)−drug concentration in supernatant (mg)Initial drug concentration (mg) × 100 (1)
Loading effeciency (%) =
Amount of loaded drug in nanoparticles (mg)
Weight of nanoparticles (mg)
× 100 (2)
3.3.3. Morphology
The morphology of the nanoparticles was assessed using SEM and TEM instruments. For this
purpose, the suspension of cisplatin-loaded PBCA nanoparticles was lyophilized (Edwards High
Vacuum, Manor Royal, Crawley, Sussex, UK), coated with gold, and observed using a KYKY EM-3200
scanning electron microscope (KYKY, Beijing, China). Regarding the TEM analysis, 20 µL of the
cisplatin-loaded PBCA nanoparticles was placed on a copper grid and imaged using TEM (Zeiss,
EM10C, 80 kV, Oberkochen, Germany) [62].
3.3.4. Chemical Structure
To determine whether cisplatin was loaded physically or chemically into the nanoparticles, FTIR
spectroscopy technique was used. Briefly, the suspension of cisplatin-loaded PBCA nanoparticles
was centrifuged (20,000 RPM, 4 ◦C, 30 min), and the pellet was allowed to dry at room temperature.
The dried pellet (2 mg) was mixed with bromide potassium (200 mg) and pressed. The obtained tablet
was then analyzed using the FTIR instrument [Nicolet 740SX FTIR spectrophotometer with an MCT-B
detector (Waltham, MA, USA)].
3.4. Drug Release Study
Drug release pattern was studied using the dialysis membrane method. For this purpose,
the suspension of cisplatin-loaded PBCA nanoparticles was centrifuged (20,000 RPM, 4 ◦C, 30 min),
and the pellet was obtained. The pellet, containing 5 mg cisplatin, was resuspended into 5 mL of fresh
PBS buffer and transferred into a dialysis bag. Also, 5 mL of the standard cisplatin (1 mg/mL) was
prepared in PBS and transferred to another dialysis bag. The bags were then separately immersed
into 100 mL of PBS, as the acceptor medium, and stirred (150 RPM, room temperature). The water
solubility of cisplatin is 1.0 mg/mL [63], confirming the maintenance of sink conditions during the
experiment [17]. At the predetermined time intervals, 2 mL of PBS was replaced with 2 mL of fresh
PBS, and the drug concentration in the samples was measured using the AAS method. The profile of
drug release versus time was obtained using the Equation (3):
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where Wtotal and Wrelease are the amount of the loaded drug in nanoparticles and the amount of
released drug from nanoparticles into the acceptor medium at different time intervals, respectively.
3.5. In Vitro Cytotoxicity Effects
To evaluate the cytotoxicity effects of cisplatin and cisplatin-loaded PBCA nanoparticles, MTT
assay was performed. For this purpose, ACHN and BHK-21 cells were cultured in RPMI-1640 medium
supplemented with 10% FBS and 1% penicillin/streptomycin antibiotics at the density of 104 cells/well
in 96-well plates. After 24 h incubation (humidified incubator, 5% CO2, 37 ◦C), the cells were treated
with different concentrations of cisplatin (0, 2, 4, 8, 16, 32, 64, 128, and 256 µM) in the form of standard
and loaded into PBCA nanoparticles, and the plates were incubated (5% CO2, 37 ◦C). Also, the cells
were incubated with a combination of free cisplatin and blank PBCA nanoparticles, as a control, at the
drug concentrations mentioned above and blank nanoparticles equivalent to the cisplatin-loaded PBCA
treatments. After 24, 48, and 72 h incubation, the media were removed, 100 µL of MTT (0.5 mg/mL
PBS) solution was added into the wells, and the plates were incubated (5% CO2, 37 ◦C) for further 3 h.
The MTT solutions were then replaced with 100 µL of isopropanol to dissolve the formazan crystals.
In this assay, the positive and negative control were the cells treated with SDS + 0.1 N HCl and the
cells treated with complete media, respectively. Also, only complete media was considered as the
background. The absorbance was then read at 570 nm using an ELISA reader, and cell viability was
calculated using the Equation (4):




In addition, the half-maximal inhibitory concentration (IC50) of the formulations was calculated
using GraphPad PRISM software version 8.00 (GraphPad Software, Inc., San Diego, CA, USA)).
All experiments were performed in triplicate.
3.6. In Vitro Toxicity and Therapeutic Effects
Ferric nitrilotriacetate (FeNTA) solution was prepared as a carcinogen to establish kidney cancer
according to the method described previously [64] with slight modifications. Briefly, ferric nitrate
and nitrilotriacetic disodium salt were separately dissolved in 120 mM sodium bicarbonate to obtain
160-mM and 320-mM solutions, respectively. Then, the solutions were mixed at the volume ratio of 1:2
(100 RPM, room temperature), and pH 7.4 was adjusted with sodium bicarbonate. The administered
doses of FeNTA solution were calculated based on the Fe-content existed in the FeNTA compound.
3.6.1. In Vivo Kidney Tumor Establishment
To develop kidney tumor, male Wistar rats (two weeks old, 70–80 g) were used. All animal
experiments were approved by the Animal Experimental Committee of Pasteur Institute of Iran,
Tehran, and all procedures were performed in accordance with the National Institute of Health
Guidelines for the Care and Use of Laboratory Animals. Kidney tumor was established according to
the previous study [65]. Briefly, the animals were pretreated with a single intraperitoneal injection of
DEN (200 mg/kg). Fourteen days after DEN treatment, different FeNTA doses (3–9 mg FeNTA/kg)
were administered intraperitoneally twice a week for 16 weeks, where the administered dose was
initiated with 3 mg FeNTA/kg and gradually increased throughout the experiment, in which animals
received 9 mg FeNTA/kg in 16th week.
3.6.2. In Vivo Anticancer and Toxicity Effects of the Formulations
Two weeks after the last FeNTA injection, the rats were randomly divided into three groups
(n = 12) and received cisplatin, cisplatin-loaded PBCA nanoparticles, and PBS as the control group.
Then, cisplatin (1 mg/kg) was administered intraperitoneally at the time intervals of 72 h for three
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weeks. One month after the last injection, the animals were sacrificed, and tumor size was measured.
To evaluate the renal function, serum creatinine and BUN were measured using creatinine and BUN
measurement kits (Pars Azmoon Company, Tehran, Iran) according to manufacturer’s instructions,
and the results were expressed as mg/dL. Also, the toxicity effects of the formulations (cisplatin and
cisplatin-loaded PBCA nanoparticles) were histopathologically studied in kidney, liver and lung tissues
using the hematoxylin and eosin (H&E) staining method.
3.7. Statistical Analysis
GraphPad Prism software version 8.00 was used for all statistical analyses. Statistical
differences were analyzed by one-way analysis of variance (ANOVA) test. All data was expressed as
mean ± standard deviation (SD, n = 3).
4. Conclusions
In this study, cisplatin-loaded PBCA nanoparticles were synthesized using a miniemulsion
polymerization method and characterized in terms of size, size distribution, drug loading and
encapsulation efficiencies, drug release behavior, in vitro cytotoxicity effects, in vivo toxicity,
and therapeutic effects. This study shows that nanoparticles had a slow and controlled release
of cisplatin, and for this reason, this nanoformulation was potent enough to enhance the cytotoxicity
effects of cisplatin (2.3-fold) compared to the standard cisplatin. Also, the nanoformulation was
sufficiently stable to inhibit the premature release of cisplatin before approaching to the target site and
preserve its potency. Moreover, cisplatin-loaded PBCA nanoparticles, due to the slow and controlled
drug release [66], caused a significant reduction in both BUN and creatinine concentrations compared
to when using the standard cisplatin (1.6-fold and 1.5-fold, respectively). It was also demonstrated that
cisplatin-loaded PBCA nanoparticles caused a 1.4-fold decrease in the mean tumor size as compared
to the standard cisplatin. Overall, in vitro and in vivo results show that cisplatin-loaded PBCA
nanoparticles could be a suitable drug candidate and used as a synergistic compound in association
with other drugs for the treatment of kidney cancer.
Author Contributions: Conceptualization, H.E.S. and S.E.A.; Data curation, S.A., B.V.M., and A.R.; Formal
analysis, M.G., S.A., B.V.M., and A.R.; Investigation, M.G.; Methodology, M.G. and S.A.; Project administration,
S.E.A.; Supervision, H.E.S. and S.E.A.; Validation, S.E.A.; Visualization, H.E.S.; Writing—original draft, M.G.;
Writing—review and editing, H.E.S. and S.E.A. All authors have read and agreed to the published version of
the manuscript.
Funding: This research received no external funding.
Acknowledgments: This study was performed in the Pilot Nanobiotechnology Department of Pasteur Institute
of Iran; the authors express their thanks to all colleagues for their invaluable help. This research received no
external funding.
Conflicts of Interest: The authors declare no conflict of interest.
References
1. Gao, L.; Cai, S.; Cai, A.; Zhao, Y.; Xu, T.; Ma, Y.; Xu, Y.; Wang, Y.; Wang, H.; Hu, Y. The improved antitumor
efficacy of continuous intratumoral chemotherapy with cisplatin-loaded implants for the treatment of
sarcoma 180 tumor-bearing mice. Drug Deliv. 2019, 26, 208–215. [CrossRef] [PubMed]
2. Bray, F.; Ferlay, J.; Soerjomataram, I.; Siegel, R.L.; Torre, L.A.; Jemal, A. Global cancer statistics 2018:
GLOBOCAN estimates of incidence and mortality worldwide for 36 cancers in 185 countries. CA Cancer
J. Clin. 2018, 68, 394–424. [CrossRef] [PubMed]
3. Morais, C.; Gobe, G.; Johnson, D.W.; Healy, H. Inhibition of nuclear factor kappa B transcription activity
drives a synergistic effect of pyrrolidine dithiocarbamate and cisplatin for treatment of renal cell carcinoma.
Apoptosis 2010, 15, 412–425. [CrossRef] [PubMed]
Pharmaceuticals 2020, 13, 44 13 of 16
4. Liu, J.; Boonkaew, B.; Arora, J.; Mandava, S.H.; Maddox, M.M.; Chava, S.; Callaghan, C.; He, J.; Dash, S.;
John, V.T. Comparison of sorafenib-loaded poly (lactic/glycolic) acid and DPPC liposome nanoparticles in
the in vitro treatment of renal cell carcinoma. J. Pharm. Sci. 2015, 104, 1187–1196. [CrossRef] [PubMed]
5. Shah, A.; Jahan, S.; Najar, L.; Hassan, S.; Mohammad, M. Metastatic clear cell variant of renal cell carcinoma
of the mandible: Review and case report. Ann. Maxillofac. Surg. 2016, 6, 144. [CrossRef] [PubMed]
6. Jiang, Z.; Jin, H.; Sun, S.; Chen, C.; Zhang, J.; Guo, Z.; Liu, X. Effects of gallic acid biofabricated rGO
nanosheets combined with radiofrequency radiation for the treatment of renal cell carcinoma. Mater. Sci.
Eng. C 2018, 93, 846–852. [CrossRef] [PubMed]
7. Mandriota, G.; Di Corato, R.; Benedetti, M.; De Castro, F.; Fanizzi, F.P.; Rinaldi, R. Design and application of
cisplatin-loaded magnetic nanoparticle clusters for smart chemotherapy. ACS Appl. Mater. Interfaces 2018, 11,
1864–1875. [CrossRef]
8. Ahmad, Z.; Majeed, S.; Shah, A. In vitro release and cytotoxicity of cisplatin loaded methoxy poly (ethylene
glycol)-block-poly (glutamic acid) nanoparticles against human breast cancer cell lines. J. Drug Deliv.
Sci. Technol. 2018, 43, 85–93. [CrossRef]
9. Koohi Moftakhari Esfahani, M.; Alavi, S.E.; Shahbazian, S.; Ebrahimi Shahmabadi, H. Drug delivery of
cisplatin to breast cancer by polybutylcyanoacrylate nanoparticles. Adv. Polym. Technol. 2018, 37, 674–678.
[CrossRef]
10. Behera, A.; Patil, S.; Sahoo, S.; Sahoo, S. Nanosizing of drugs: A promising approach for drug delivery.
Pharm. Sin. 2010, 1, 20–28.
11. Ghaferi, M.; Asadollahzadeh, M.J.; Akbarzadeh, A.; Ebrahimi Shahmabadi, H.; Alavi, S.E. Enhanced efficacy
of PEGylated liposomal cisplatin: In vitro and in vivo evaluation. Int. J. Mol. Sci. 2020, 21, 559. [CrossRef]
[PubMed]
12. Alavi, S.E.; Cabot, P.J.; Moyle, P.M. Glucagon-like peptide-1 receptor agonists and strategies to improve their
efficiency. Mol. Pharm. 2019, 16, 2278–2295. [CrossRef] [PubMed]
13. Alavi, S.E.; Esfahani, M.K.M.; Ghassemi, S.; Akbarzadeh, A.; Hassanshahi, G. In vitro evaluation of the
efficacy of liposomal and pegylated liposomal hydroxyurea. Indian J. Clin. Biochem. 2014, 29, 84–88.
[CrossRef] [PubMed]
14. Alavi, S.E.; Mansouri, H.; Esfahani, M.K.M.; Movahedi, F.; Akbarzadeh, A.; Chiani, M. Archaeosome: As new
drug carrier for delivery of paclitaxel to breast cancer. Indian J. Clin. Biochem. 2014, 29, 150–153. [CrossRef]
[PubMed]
15. Esfahani, M.K.M.; Alavi, S.E.; Movahedi, F.; Alavi, F.; Akbarzadeh, A. Cytotoxicity of liposomal Paclitaxel in
breast cancer cell line mcf-7. Indian J. Clin. Biochem. 2013, 28, 358–360. [CrossRef]
16. Esfahani, M.K.M.; Alavi, S.E.; Akbarzadeh, A.; Ghassemi, S.; Saffari, Z.; Farahnak, M.; Chiani, M. Pegylation
of nanoliposomal paclitaxel enhances its efficacy in breast cancer. Trop. J. Pharm. Res. 2014, 13, 1195–1198.
[CrossRef]
17. Alavi, S.E.; Muflih Al Harthi, S.; Ebrahimi Shahmabadi, H.; Akbarzadeh, A. Cisplatin-loaded
polybutylcyanoacrylate nanoparticles with improved properties as an anticancer agent. Int. J. Mol. Sci. 2019,
20, 1531. [CrossRef]
18. Raza, A.; Sime, F.B.; Cabot, P.J.; Maqbool, F.; Roberts, J.A.; Falconer, J.R. Solid nanoparticles for oral
antimicrobial drug delivery: A review. Drug Discov.Today 2019, 24, 858–866. [CrossRef]
19. Alsaab, H.O. Tumor Multicomponent Targeting Polymer-Lipid Hybrid Nanoparticles to Overcome Drug
Resistance in Renal Cell Carcinoma. Ph.D. Thesis, Wayne State University, Detroit, MI, USA, 2018.
20. Liu, J.; Abshire, C.; Carry, C.; Sholl, A.B.; Mandava, S.H.; Datta, A.; Ranjan, M.; Callaghan, C.; Peralta, D.V.;
Williams, K.S. Nanotechnology combined therapy: Tyrosine kinase-bound gold nanorod and laser thermal
ablation produce a synergistic higher treatment response of renal cell carcinoma in a murine model. BJU Int.
2017, 119, 342–348. [CrossRef]
21. Raza, A.; Sun, H.; Bano, S.; Zhao, Y.; Xu, X.; Tang, J. Preparation, characterization, and in vitro
anti-inflammatory evaluation of novel water soluble kamebakaurin/hydroxypropyl-β-cyclodextrin inclusion
complex. J. Mol. Struct. 2017, 1130, 319–326. [CrossRef]
22. Fatemeh, D.R.A.; Shahmabadi, H.E.; Abedi, A.; Alavi, S.E.; Movahedi, F.; Esfahani, M.K.M.; Mehrizi, T.Z.;
Akbarzadeh, A. Polybutylcyanoacrylate nanoparticles and drugs of the platinum family: Last status. Indian J.
Clin. Biochem. 2014, 29, 333–338. [CrossRef] [PubMed]
Pharmaceuticals 2020, 13, 44 14 of 16
23. Bagherpour Doun, S.K.; Alavi, S.E.; Koohi Moftakhari Esfahani, M.; Ebrahimi Shahmabadi, H.; Alavi, F.;
Hamzei, S. Efficacy of Cisplatin-loaded poly butyl cyanoacrylate nanoparticles on the ovarian cancer:
An in vitro study. Tumor Biol. 2014, 35, 7491–7497. [CrossRef] [PubMed]
24. Jin, X.; Asghar, S.; Zhu, X.; Chen, Z.; Liu, J.; Li, Y.; Li, H.; Ping, Q.; Xiao, Y. Enhanced oral bioavailability of
10-hydroxycamptothecin through the use of poly (n-butyl cyanoacrylate) nanospheres. Drug Dev. Ind. Pharm.
2017, 43, 1637–1647. [CrossRef] [PubMed]
25. Huang, C.-Y.; Chen, C.-M.; Lee, Y.-D. Synthesis of high loading and encapsulation efficient paclitaxel-loaded
poly (n-butyl cyanoacrylate) nanoparticles via miniemulsion. Int. J. Pharm. 2007, 338, 267–275. [CrossRef]
[PubMed]
26. Ebrahimi Shahmabadi, H.; Movahedi, F.; Koohi Moftakhari Esfahani, M.; Alavi, S.E.; Eslamifar, A.;
Mohammadi Anaraki, G.; Akbarzadeh, A. Efficacy of Cisplatin-loaded polybutyl cyanoacrylate nanoparticles
on the glioblastoma. Tumor Biol. 2014, 35, 4799–4806. [CrossRef] [PubMed]
27. Ren, F.; Chen, R.; Wang, Y.; Sun, Y.; Jiang, Y.; Li, G. Paclitaxel-loaded poly (n-butylcyanoacrylate) nanoparticle
delivery system to overcome multidrug resistance in ovarian cancer. Pharm. Res. 2011, 28, 897–906. [CrossRef]
28. Petri, B.; Bootz, A.; Khalansky, A.; Hekmatara, T.; Müller, R.; Uhl, R.; Kreuter, J.; Gelperina, S. Chemotherapy
of brain tumour using doxorubicin bound to surfactant-coated poly (butyl cyanoacrylate) nanoparticles:
Revisiting the role of surfactants. J. Controll. Release 2007, 117, 51–58. [CrossRef]
29. Cabeza, L.; Ortiz, R.; Arias, J.L.; Prados, J.; Martínez, M.A.R.; Entrena, J.M.; Luque, R.; Melguizo, C. Enhanced
antitumor activity of doxorubicin in breast cancer through the use of poly (butylcyanoacrylate) nanoparticles.
Int. J. Nanomed. 2015, 10, 1291.
30. Chaturvedi, K.; Ganguly, K.; More, U.A.; Reddy, K.R.; Dugge, T.; Naik, B.; Aminabhavi, T.M.; Noolvi, M.N.
Sodium alginate in drug delivery and biomedical areas. In Natural Polysaccharides in Drug Delivery and
Biomedical Applications; Elsevier: New York, NY, USA, 2019; pp. 59–100.
31. Koutelidakis, A.E.; Argyri, K.; Sevastou, Z.; Lamprinaki, D.; Panagopoulou, E.; Paximada, E.; Sali, A.;
Papalazarou, V.; Mallouchos, A.; Evageliou, V. Bioactivity of epigallocatechin gallate nanoemulsions
evaluated in mice model. J. Med. Food 2017, 20, 923–931. [CrossRef]
32. Palanisamy, K.; Devabharathi, V.; Sundaram, N.M. Antibacterial study of olive oil stabilized
superparamagnetic iron oxide nanoparticles. Nano Vis. 2013, 3, 145–152.
33. THOMAS, D.; Latha, M.; THOMAS, K.K. Alginate/Chitosan nanoparticles for improved oral delivery
of rifampicin: Optimization, characterization and in vitro evaluation. Asian J. Chem. 2018, 30, 736–740.
[CrossRef]
34. Pal, C.; Sosa-Vargas, L.; Ojeda, J.J.; Sharma, A.K.; Cammidge, A.N.; Cook, M.J.; Ray, A.K. Charge transport
in lead sulfide quantum dots/phthalocyanines hybrid nanocomposites. Org. Electron. 2017, 44, 132–143.
[CrossRef]
35. Wang, W.; Liu, Y.; Zhan, Y.; Zheng, C.; Wang, G. A novel and simple one-step solid-state reaction for the
synthesis of PbS nanoparticles in the presence of a suitable surfactant. Mater. Res. Bull. 2001, 36, 1977–1984.
[CrossRef]
36. Zhong, J.; Huang, H.-L.; Li, J.; Qian, F.-C.; Li, L.-Q.; Niu, P.-P.; Dai, L.-C. Development of hybrid-type
modified chitosan derivative nanoparticles for the intracellular delivery of midkine-siRNA in hepatocellular
carcinoma cells. Hepatobil. Pancreat. Dis. Int. 2015, 14, 82–89. [CrossRef]
37. Liu, M.; Zhang, X.; Yang, B.; Deng, F.; Ji, J.; Yang, Y.; Huang, Z.; Zhang, X.; Wei, Y. Luminescence tunable
fluorescent organic nanoparticles from polyethyleneimine and maltose: Facile preparation and bioimaging
applications. RSC Adv. 2014, 4, 22294–22298. [CrossRef]
38. Suk, J.S.; Xu, Q.; Kim, N.; Hanes, J.; Ensign, L.M. PEGylation as a strategy for improving nanoparticle-based
drug and gene delivery. Adv. Drug Deliv. Rev. 2016, 99, 28–51. [CrossRef] [PubMed]
39. Tian, J.; Pang, X.; Yu, K.; Liu, L.; Zhou, J. Preparation, characterization and in vivo distribution of solid lipid
nanoparticles loaded with cisplatin. Pharm. Int. J. Pharm. Sci. 2008, 63, 593–597.
40. Tyrrell, Z.L.; Shen, Y.; Radosz, M. Fabrication of micellar nanoparticles for drug delivery through the
self-assembly of block copolymers. Prog. Polym. Sci. 2010, 35, 1128–1143. [CrossRef]
41. Lan, C.; Zhao, S. Self-assembled nanomaterials for synergistic antitumour therapy. J. Mater. Chem. B 2018, 6,
6685–6704. [CrossRef]
42. Al Harthi, S.; Alavi, S.E.; Radwan, M.A.; El Khatib, M.M.; AlSarra, I.A. Nasal delivery of donepezil HCl-loaded
hydrogels for the treatment of Alzheimer’s disease. Sci. Rep. 2019, 9, 1–20. [CrossRef]
Pharmaceuticals 2020, 13, 44 15 of 16
43. Bagherpour Doun, S.K.; Halal Khor, S.; Qujeq, D.; Ebrahimi Shahmabadi, H.; Alavi, S.E.; Movahedi, F.;
Akbarzadeh, A. Effect of sodium chloride on efficiency of cisplatinum dissolved in dimethyl sulfoxide:
An in vitro study. Indian J. Clin. Biochem. 2014, 29, 242–245. [CrossRef] [PubMed]
44. Ponchel, G.; Cauchois, O. Shape-controlled nanoparticles for drug delivery and targeting applications.
In Polymer Nanoparticles for Nanomedicines; Springer: Cham, Switzerland, 2016; pp. 159–184.
45. McDaid, H.M.; Bhattacharya, S.K.; Chen, X.-T.; He, L.; Shen, H.-J.; Gutteridge, C.E.; Horwitz, S.B.;
Danishefsky, S.J. Structure-activity profiles of eleutherobin analogs and their cross-resistance in Taxol-resistant
cell lines. Cancer Chemother. Pharmacol. 1999, 44, 131–137. [CrossRef] [PubMed]
46. Luechtefeld, T.; Marsh, D.; Rowlands, C.; Hartung, T. Machine learning of toxicological big data enables
read-across structure activity relationships (RASAR) outperforming animal test reproducibility. Toxicol. Sci.
2018, 165, 198–212. [CrossRef] [PubMed]
47. Munaweera, I.; Shi, Y.; Koneru, B.; Patel, A.; Dang, M.H.; Di Pasqua, A.J.; Balkus Jr, K.J. Nitric oxide-and
cisplatin-releasing silica nanoparticles for use against non-small cell lung cancer. J. Inorg. Biochem. 2015, 153,
23–31. [CrossRef] [PubMed]
48. Sun, Y.; Peng, Y.; Chen, Y.; Shukla, A.J. Application of artificial neural networks in the design of controlled
release drug delivery systems. Adv. Drug Deliv. Rev. 2003, 55, 1201–1215. [CrossRef]
49. Tian, X.-H.; Lin, X.-N.; Wei, F.; Feng, W.; Huang, Z.-C.; Wang, P.; Ren, L.; Diao, Y. Enhanced brain targeting of
temozolomide in polysorbate-80 coated polybutylcyanoacrylate nanoparticles. Int. J. Nanomed. 2011, 6, 445.
50. Zhang, Q.; Shen, Z.; Nagai, T. Prolonged hypoglycemic effect of insulin-loaded polybutylcyanoacrylate
nanoparticles after pulmonary administration to normal rats. Int. J. Pharm. 2001, 218, 75–80. [CrossRef]
51. Singh, R.; Lillard Jr, J.W. Nanoparticle-based targeted drug delivery. Exp. Mol. Pathol. 2009, 86, 215–223.
[CrossRef]
52. Misra, C.; Gaur, M.; Gupta, L.N. Nanotechnology: Emerging platform for drug based delivery system in
cancer. J. Drug Deliv. Ther. 2019, 9, 744–749.
53. Ou, H.; Cheng, T.; Zhang, Y.; Liu, J.; Ding, Y.; Zhen, J.; Shen, W.; Xu, Y.; Yang, W.; Niu, P. Surface-adaptive
zwitterionic nanoparticles for prolonged blood circulation time and enhanced cellular uptake in tumor cells.
Acta Biomater. 2018, 65, 339–348. [CrossRef]
54. Katstra, W.E. Fabrication of Complex Oral Drug Delivery Forms by Three Dimensional Printing (tm).
Ph.D. Thesis, Massachusetts Institute of Technology, Cambridge, MA, USA, 2001.
55. Chauhan, M.; Suthar, S.; Shah, A.; Polara, M.; Patel, M.; Patel, J. Bilayer tablet: Immediate release and sustain
release: A review. Res. J. Pharm. Technol. 2012, 5, 716.
56. Yordanov, G.; Evangelatov, A.; Skrobanska, R. Epirubicin loaded to pre-polymerized poly (butyl cyanoacrylate)
nanoparticles: Preparation and in vitro evaluation in human lung adenocarcinoma cells. Coll. Surf.
B Biointerfaces 2013, 107, 115–123. [CrossRef] [PubMed]
57. Ryu, J.-H.; Chacko, R.T.; Jiwpanich, S.; Bickerton, S.; Babu, R.P.; Thayumanavan, S. Self-cross-linked polymer
nanogels: A versatile nanoscopic drug delivery platform. J. Am. Chem. Soc. 2010, 132, 17227–17235.
[CrossRef] [PubMed]
58. Coutinho, C.; dos Santos, C.; dos Santos, E.P.; Mansur, C.R. Nanosystems in photoprotection.
J. Nanosci. Nanotechnol. 2015, 15, 9679–9688. [CrossRef]
59. Kimoto, T.; Koya, S.; Hino, K.; Yamamoto, Y.; Nomura, Y.; Micallef, M.J.; Hanaya, T.; Arai, S.; Ikeda, M.;
Kurimoto, M. Renal carcinogenesis induced by ferric nitrilotriacetate in mice, and protection from it by
Brazilian propolis and artepillin C. Pathol. Int. 2000, 50, 679–689. [CrossRef]
60. Rahmawati, O.; Pratami, D.K.; Raffiudin, R.; Sahlan, M. Alpha-glucosidase inhibitory activity of stingless
bee honey from Tetragonula biroi and Tetragonula laeviceps. In AIP Conference Proceedings; AIP Publishing:
New York, NY, USA, 2019; p. 030001.
61. Ariza-Ortega, J.A.; Robles-López, M.R.; del Socorro Cruz-Cansino, N.; Betanzos-Cabrera, G.; de Jesús
Saucedo-Molina, T.; Robles-De-la-Torre, R.R. Preliminary study on the application of an electric field as a
method of preservation for virgin olive oil. Acta Sci. Technol. 2016, 38, 391–394. [CrossRef]
62. Pina, M.F.; Lau, W.; Scherer, K.; Parhizkar, M.; Edirisinghe, M.; Craig, D. The generation of compartmentalized
nanoparticles containing siRNA and cisplatin using a multi-needle electrohydrodynamic strategy. Nanoscale
2017, 9, 5975–5985. [CrossRef]
Pharmaceuticals 2020, 13, 44 16 of 16
63. Carland, M.; Tan, K.J.; White, J.M.; Stephenson, J.; Murray, V.; Denny, W.A.; McFadyen, W.D. Syntheses,
crystal structure and cytotoxicity of diamine platinum (II) complexes containing maltol. J. Inorg. Biochem.
2005, 99, 1738–1743. [CrossRef]
64. Awai, M.; Narasaki, M.; Yamanoi, Y.; Seno, S. Induction of diabetes in animals by parenteral administration
of ferric nitrilotriacetate. A model of experimental hemochromatosis. Am. J. Pathol. 1979, 95, 663.
65. Vargas-Olvera, C.Y.; Sánchez-González, D.J.; Solano, J.D.; Aguilar-Alonso, F.A.; Montalvo-Muñoz, F.;
Martínez-Martínez, C.M.; Medina-Campos, O.N.; Ibarra-Rubio, M.E. Characterization of N-diethylnitrosamine-
initiated and ferric nitrilotriacetate-promoted renal cell carcinoma experimental model and effect of a tamarind
seed extract against acute nephrotoxicity and carcinogenesis. Mol. Cell. Biochem. 2012, 369, 105–117. [CrossRef]
66. Sethi, M.; Sukumar, R.; Karve, S.; Werner, M.E.; Wang, E.C.; Moore, D.T.; Kowalczyk, S.R.; Zhang, L.;
Wang, A.Z. Effect of drug release kinetics on nanoparticle therapeutic efficacy and toxicity. Nanoscale 2014, 6,
2321–2327. [CrossRef] [PubMed]
© 2020 by the authors. Licensee MDPI, Basel, Switzerland. This article is an open access
article distributed under the terms and conditions of the Creative Commons Attribution
(CC BY) license (http://creativecommons.org/licenses/by/4.0/).
